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Prcject No* 



Book No- }^ L * 




DATE: 

TITLE: Filler Ufl Development Capture Lift 

EXPERIMENT OS 2 



BACKGRQUMD/PUfiPQa 



c 



T Try to 
iSirtd blew 



l uuum UdCRO^UiWi N hdtnq through the use of "capture lifts'. These filter? are pre-troBtad 
vflth goat ami-human Kappa kirtd "blocked wiih BSA to more dosery mimic the ELISA format which has been working so well. 

DESIGN: 

1. Dilute Q.4 ml of float anti-human kappa (Southern Biotech; 1 mg/ml) in 10 ml of PBS. Aliquot 2 X S ml of this stock to each of 
2 X 100-mm plastic d^hes. 

2. Invert 2 nitrocellulose niters on the artftbody solution and incubate 60 min/RT. 

3. Transfer the filters to 1% BSA/PBS/azide end incubate ON/4°C. 

4. Remove the filters from block, rinse 1X whh TBS, and air-dry. While the fitters are still slightly moist. Invert on 240H2 
and 1XB4 plates. Leave the ffllere on the plates 9 hrs/RT, rinse m TBS, and ajr-dn/. 

5* Serup 4 seta of membrane incubations, as outlined below: 



fiX d?) control- 

IXB4 plate 1 
240H2 plate 5 



till, cvntrui 

2 
6 



5X dil. biotin 

3 

7 



SOX.tfL.JMafin 

4 

ft 



*1 ml membranes + 4 ml 1% BSA/P9S/azide. The 50X dilution was. merely a 10-fold further dilution, 
6, Test both filters for Ponceau S staining and HRP-LeY reactivity: 



Ponceau S 
HRP-LbY 



IX64 
9 

10 



E40H2 

11 

12 



7. Incubate filters wtth membranes 4 hrs/4°C; Rinse filters with PBS/D.1% Tween 20- 

B. Incubate whh 1:1000 dilution of streptavitin alkaline phosphatase in 1% BSA/PBS/a*icV fox 30 min/RT. 

9, The filters were developed 15 mirVRT. 

PESULTS: 

1. The Ponceau S staining of the filters was unrfbrm and intense, indicating effective blocking by the BSA solution. 

2. The HRP-LeY reactivity was overwhelming... the film was over-exposed within 1 mln exposure. Tne backgrounds 
negligible. 

3. This approach eliminated the background staining of both 1X64 and 240H2 fiter-fifte with control membranes. 

4. There is a hint of signal above note© when comparing the 24QH2 lift with the 1X64 .lift 
NEXT; 

1. Keep TX-100 elevated during Incubation steps? 

2. RemovB divalent cations? 

3. Keep high [ionic] to reduce hydrophobic interactions betwee n membranes and filter (i.e* drive hydrophobic interactions prior 
to adding' membranes to filters)? 
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=7" " ' <WDflCATJCW VF*AEBB*& JRAHSttiSS^i • 

anntrr Potjyer 



IN TH^ UNITED ffTATM PATENT AND TttAKEM Aft K OTFirR 



ScrialNo.: .09077,797 
"Foe >dcdiodsB»Ua^f^Li£and 



GtovpAjctUjgdt: 1639 
CoofNCu: 3451 



Doctor XJ6763B 

Commisrfoftcc for Psoitis 
P.O.Box 1450 
Ataaadria,VA 22313-W*> 

Sic- 

We> lefey Wafldas, TOItan D. Hi^^dB«iTeo daciMetiiflt; 
JL Wo art the applicants and co-ioveatois of subject matter encompassed by the claims of 

2. All tte actions, ex^crinKPtfi, events, and ebsemtkms deacnbed in this dedaratioQ 
occurred in the United States by one or n&Grc 6f us, ar oa out behalf aad tnjdfcr tfea dix^ctkHi 

• ■ . - V' ' 

3. Hie atucftod exhibits Aa&dB describe all of the sieps £awsupa$3ed by Claim 1 currently 

pending in tb& a&OYfc referenced appKcsticEL Specifically, Claim 1 recites method 

onTttpristnff ' .- , 
#) providing 

(I) a soMwppQJt coaled wjth a& £^-iijaumnnQglobiiIin reagent, whereto said 
sdfid support comprises a tnajctas^utf 
Co) a. phage axtnosscd idnAibody library) 
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geacxate *n tttfibody bCNxAv^w$gC& 
• (cjoo^Kfii^saWaiit^y bound 

4. W« Ea*ifai A submitted herewith aad tecta* that Bs*2*r A con*isis of 

5. We ltave reviewed Eddbft B artanittcd herewith art dccto that Exhibit B consfet* of 
* coravativc pages Wipdw to Jaiy 2* 1997 Wtto notebook of c^Jffv«Uo^lcayD. 



6. Exhibit A describes an experiment in nfcfcti & pfcage eipfessad lfbiary of bninaa Pate 
cells expressing *»k* aDdbaw. Buefly> a ntaocelhdow* u*c*rane cca** trim antU 
Iftaary, ii^sutftimaa&K ^bodies 

Fate, Hereby moixfcili^g the Aenitrocdanlose meu&tei*. The xwooellulo^ 

mcoolm* with tKmiidFate to* tteo used to screen ih* cell uflemtraie snnpte mate 
ficoDaccHj&^pw^TuiMH w To aid in detection antigen* bound *> Fabs from 
fcej^ esprit lyiP^Q^ 

uiorinykied poo* * mentation wi* 4* PA Ubraxy . Ate* washing of lie nxtrocdlutec 
njeafcona to remove wy tufconftd antigens, stn^sreidb dmjngated atoline pho!#haaMe 
was added. The tfrt*?ividifl conjugated <0kali»a pbosphstasc identified boand biotinyiexed 
Wt*fc as rtro Had b«a bound b* Fd» ftam *e lyi*ph node ftage- exjaesscd 

lib«y. 

" go* iw«nm*n * axrtiTxx*** »nd is prepared according to s teps i -3 of Exhibit B . 

St^oificaay, steps 1 -5 of Exhibit A describe * nitrocellulose to^Jxai* coated vim goat 

Mtory roprt^ing hunun XgOVtC F*bs ***** ton** antigens. To **v* » 
«^|ty tun« 

ifcMfe 0* ^ «xprcw«3 lymph aodn librey was nri*e4 phage «pf«aing 
3RW^WiP<i^> FA*. Tbt nsftctnw Fabi recognize the LcY-rfifcwa carbotfydrAtc, an 
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^^atk-Tto been ta*X*gkwi to fi-SKote delect^ <rf bonad am^^adtody 

patent issuing tbcrcc0- 

_jh f* — ■ ■ 



Pale 





Date 
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